A novel synthesis, X-ray analysis and computational studies of (Z)-ethyl 2-((Z)-5-((dimethylamino)methylene)-4-oxo-3-phenylthiazolidin-2-ylidene)acetate as a potential anticancer agent Abstract Background: 4-Thiazolidinone ring is reported to have almost all types of biological activities. Also, it present in many marketed drugs.
Introduction
The thiazolidinone ring had diverse biological activities such as antimycobacterial [1] , antimicrobial [2] , anticancer [3] , anticonvulsant [4] , antiparasitic [5] , antidiabetic [6] , and antihypertensive [7] . Also, many clinically used drugs contain thiazolidinone ring in their skeletons such as antibiotic actithiazic acid [8] , dual COX/LOX inhibitors (Darbufelone and CI-987) [9] , Ralitoline, Etozoline, and Pioglitazone (Fig. 1) .
Due to this diversity in the biological activities of 4-thiazolidinones, there are several procedures have been reported for their synthesis [10] [11] [12] [13] [14] . In this research, we synthesize new 4-thiazolidinone derivative 6 in a pure stat, also, we compare cytotoxic activity of synthesized compounds with standard anticancer drug Vinblastine against the colon carcinoma (HCT-116) cell line using MTT assay.
Results and discussion

Chemistry
The thiazolidinone derivative 5 was prepared according to the reported method [15] . Refluxing of the thiazolidinone 5 with dimethylformamide-dimethylacetal in DMF gave only one isolable product, the product of this reaction is (Z)-ethyl 2-((Z)-5-((dimethylamino) methylene)-4-oxo-3-phenylthiazolidin-2-ylidene)acetate (6) (Scheme 1). Spectral data (IR, NMR, and X-ray were in a complete agreement with the proposed structure.
The following reaction mechanism was suggested for the formation of thiazolidinone derivative 6 (Scheme 2). We assumed that the reaction was started between thiazolidinone 5 and dimethylformamide-dimethylacetal to produce an intermediate 7, which underwent enolization of the carbonyl of the acetyl group, followed by elimination of ketene to give the thiazolidinone derivative 6 (Scheme 2). The configuration of thiazolidinone 6 was confirmed using X-ray analysis (Fig. 2) [16] .
Crystal structure determination
A crystal of dimensions 0.47 × 0.26 × 0.14 mm was selected for X-ray diffraction analysis. Data were collected on a Bruker APEX-II diffractometer equipped with CCD detector and graphite monochromatic Mo Kα radiation (λ = 71,073 Å) at 100 °K. SHELXS-97 [17, 18] was used to solve structure (Table 1) . Cell refinement and data reduction were carried out by Bruker SAINT [19] . The final refinement was carried out by full-matrix least-squares techniques with anisotropic thermal data for nonhydrogen atoms on F2. All the hydrogen atoms were placed in calculated positions.
Scheme 2
The suggested mechanism for the synthesis of thiazolidinone derivative 6 Fig. 2 The ORTEP diagram of the final X-ray model of thiazolidinone 6 with displacement ellipsoids drawn at 50% probability level. H-atoms were placed and not included in refinement
Geometry optimization
The optimized molecular geometry of thiazolidinone 6 is shown in Fig. 4 . Table 3 listed the hydrogen bonding data for thiazolidinone 6, and the results of the calculated bond distances and angles are given in Table 4 . It is clear that the calculated bond distances and angles agree very well with the experimental results. The bond distances and angles deviated only by 0.027 Å (C20-N7) and 1.6° (C20-C6-S1). The correlation coefficients given in the same table indicated the good agreement between the calculated structure and the X-ray results. Interestingly, the thiazole and phenyl ring planes are not coplanar and are twisted from one another by an angle of 77.1° (exp. 66.5°).
Charge population analysis
The natural population analysis is performed to predict the natural charges (NC) at the different atomic sites (Fig. 5) . It is clear that the sulfur atom is electropositive. The C9 and C12 are the most electropositive C-atoms as these atomic sites are bonded to two strong electronegative atoms. In contrast, the O and N-atoms have electronegative nature where the ring N-atom (N3) is more electronegative than the imine one (N7). Among the O-atoms in the studied molecule, the carbonyl O-atoms are the most electronegative where the O-atom (O5) from the carbonyl group in the ester moiety is more negative than that of the cyclic ketone (O2). As revealed from the molecular electrostatic potential (MEP) map shown in Fig. 6 , the most negative regions are located over the O-atoms while the positive region is mainly located over the protons of the two methyl groups.
Frontier molecular orbitals
The HOMO and LUMO levels of the thiazolidinone 6 are shown in Fig. 7 . The HOMO and LUMO energies are − 5.0584 and − 0.9870 eV, respectively. As a result, the HOMO-LUMO energy gap is calculated to be 4.0714 eV. The HOMO and LUMO are mainly localized over the thiazole and phenyl rings, respectively. Since the HOMO and LUMO levels are mainly located over the π-system of the studied compound 6 so the HOMO-LUMO intramolecular charge transfer is mainly a π-π* transition. The crystal of thiazolidinone 6 ( Fig. 2 ) was finally refined with R factor of 4.46% for 4622 unique reflections. Molecules were found to be packed in crystal lattice through intermolecular hydrogen bonding (Fig. 3) . Table 2 summarized some selected geometric parameters for thiazolidinone 6.
NMR spectra
The Gauge-independent atomic orbital (GIAO) calculations were used for accurate prediction of the 1 H and 13 C isotropic chemical shifts (C.S). The isotropic chemical shifts were used for the identification of organic compounds. The theoretical and experimental chemical shifts are presented in Table 5 . Correlation graphs between the experimental and theoretical NMR chemical shifts are shown in Fig. 8 . The correlations equations shown in this figure have high R2 values (0.974-0.983) indicating the good agreement between the theoretical and experimental data. The 1 H-chemical shifts of the aromatic ring usually appear in the region of 7-8 ppm. In the present case, the aromatic protons were detected at 7.46-7.96 ppm which is in good agreement with B3LYP theoretical values (7.60-7.89 ppm). The aliphatic protons have lower chemical shifts than the aromatic ones ( Table 5) .
The chemical shifts of the aromatic carbons usually appear in the overlapped region of the spectrum between 100 and 200 ppm [20] . The atom C30 has higher chemical shift than the other aromatic carbons ( Table 5 ). The high S1-C2-C3 111.73 (8) chemical shift of C30 is due to the deshielding effect of the electronegative N-atom. Since the oxygen and nitrogen atoms are more electronegative than carbons so the C-atoms (C4, C9, C12, and C20) attached to these electronegative sites were detected at high chemical shifts (162.4-177.4 ppm) compared to the rest of C-atoms.
Cytotoxic activity
The anti-cancer activity of the thiazolidine derivatives 5 and 6 was determined against the colon carcinoma (HCT-116) cell line in comparison with the anticancer drug vinblastine, using MTT assay [21] . The results of the cytotoxic activity were expressed as the mean IC 50 of three independent experiments ( Table 6 ). The results revealed that thiazolidinone derivatives 5 and 6 had moderate anticancer activity against colon carcinoma (HCT-116).
Experimental section
Chemistry General
All the melting points were measured on a Gallenkamp apparatus in open glass capillaries and are uncorrected. The IR Spectra were recorded using Nicolet 6700 FT-IR spectrophotometer. C-NMR spectra were recorded on a JEOL ECP 500 NMR spectrometer operating at 500 MHz.
1 H spectra were run at 500 MHz and 13 C spectra were run at 125 MHz in deuterated chloroform (CDCl 3 ). Chemical shifts were related to that of the solvent. Chemical shifts δ are expressed in ppm units. Elemental analysis were carried out on a 2400 CHN Elemental Analyzer. The single-crystal X-ray diffraction measurements were accomplished on a Bruker SMART APEX II CCD diffractometer. The biological evaluations of the products were carried out in the Medical Mycology Laboratory of the Regional Center for Mycology and Biotechnology of Al-Azhar University, Cairo, Egypt. The thiazolidinone derivative 5 was prepared as described in the literature [15] .
Synthesis of (Z)-ethyl 2-((Z)-5-((dimethylamino)methylene)-4-oxo-3-phenylthiazolidin-2-ylidene)acetate (6)
A mixture of thiazolidinone 5 (3.05 g, 10 mmol) and DMF-DMA (1.19 g, 1.33 mL, 10 mmol) in DMF (3 mL) was 
X-ray analysis
The thiazolidinone 6 was obtained as single crystals by slow evaporation from DMF solution of the pure compound at room temperature. The crystallographic data for thiazolidinone 6 (CCDC 1551169) can be obtained on request from the director, Cambridge Crystallographic Data Center, 12 Union Road, Cambridge CB2 1EW, UK http://www.ccdc.cam.ac.uk/data_reque st/cif.
Computational details
The X-ray structure coordinates of thiazolidinone 6 were used for geometry optimization followed by frequency calculations. For this task, we used Gaussian 03 software [22] and B3LYP/6-31G(d,p) method. All the obtained frequencies are positive and no imaginary modes were detected. GaussView4.1 [23] and Chemcraft [24] programs have been used to extract the calculation results and to visualize the optimized structures.
Cytotoxic activity
The cytotoxic activity of the synthesized compounds was carried out at the Regional Center for Mycology and Biotechnology at Al-Azhar University, Cairo, Egypt according to the reported method [21] .
Conclusions
A novel synthesis and DFT studies of (Z)-ethyl 2-((Z)-5-((dimethylamino) methylene)-4-oxo-3-phenylthiazolidin-2-ylidene)acetate are presented. The NMR chemical shifts were described based on the GIAO calculations.
The calculated results showed good correlations with the experimental data. The anticancer activity of the synthesized compounds against the colon carcinoma (HCT-116) cell line was tested and showed moderate activity.
